1 H NMR spectra of nDsbD, C464A-cDsbD and nDsbD-C464A-cDsbD at pH 6.5 and 313K. Peaks observed in this region of the spectrum arise from methyl groups which are located close to aromatic side chains in the protein structure. The spectrum of the complex is characterized by significantly broader peaks than the spectra of either individual domain. This suggests that the two domains behave in solution as a single globular entity and that significant independent motion of the two domains about the disulfide linkage does not occur; this is consistent with the X-ray structure of the complex which shows a well-defined interdomain interface (5) . Several peaks in the spectrum of the complex are shifted relative to their positions in the spectra of the isolated domains indicating a change in the local environments of these methyl groups. For example, an upfield shift of ~0.28 ppm is observed for H β of A458 from cDsbD. This shift is likely to arise from a change in the relative orientations of A458 and W460 in the nDsbD-cDsbD complex (1); W460 is located near to the interface between the two domains and is within 4 Å of Y71, Q101 and C109 of nDsbD (5 The solid lines show the best fit to a single pK a value for each dataset. The fitting procedure is described in Experimental Procedures and the fitted parameters are summarized in Table S2 .
Supplemental cDsbD and in the nDsbD-C464A-cDsbD complex. Where two pK a fits are used the pK a value assigned to D455 is underlined; the second pK a value reflects titration of E468 or of C461 (higher value in C464A-cDsbD). N chemical shifts measured as a function of pH. The titration data were fitted to either one-or two-pK a curves (4) using in-house software. For titrations described by a single pK a value the chemical shift at each pH is defined as:
For titrations described by two pK a values the chemical shift at each pH is defined as: the pK a value assigned to C461 is underlined; the second pK a value reflects titration of C464. )].
WT (reduced)
** These resonances did not show significant pH-dependent shifts in WT cDsbD.
